Oleic acid (OA) is released from brain phospholipids after cerebral ischaemia; however, its role in ischaemic injury remains unknown. We hypothesised that OA has neuroprotective effects after cerebral ischaemia, which may be exerted through peroxisome proliferator-activated receptor gamma (PPAR-γ) activation, since OA is an endogenous ligand of PPAR-γ. The effects of OA administration were evaluated in rodent models of middle cerebral artery occlusion (MCAO), photothrombosis, and four-vessel occlusion (4-VO). We determined the time window of therapeutic opportunity and examined the ability of the PPAR-γ antagonist GW9662 to reverse OA's protective effects after MCAO. We found that OA administration decreased the MCAO-induced infarct volume and functional deficits, photothrombosis-induced infarct volume, and 4-VO-induced hippocampal neuronal death. Additionally, OA was highly efficacious when administered up to 3 h after MCAO. Pre-treatment with GW9662 abolished the inhibitory effects of OA on the infarct volume and immunoreactivity of key inflammatory mediators in the ischaemic cortex. Our results indicate that OA has neuroprotective effects against transient and permanent focal cerebral ischaemia, as well as global cerebral ischaemia. It may have therapeutic value for the ischaemic stroke treatment with a clinically feasible therapeutic window. The OA-mediated neuroprotection might be attributable to its anti-inflammatory actions through PPAR-γ activation.
Oleic acid (C18:1, cis-9) is the most abundant monounsaturated fatty acid in dietary fats and oils. In the brain, it is a major constituent of membrane phospholipids and is highly concentrated in myelin 1, 2 . Recent studies have demonstrated that oleic acid is necessary for the appropriate development and functioning of the brain. During brain development, oleic acid is used to synthesise myelin phospholipids 3 and acts as a neurotrophic factor by promoting axonal and dendritic growth, enhancing neuronal migration and aggregation, and facilitating synapse formation [4] [5] [6] [7] . A significant decline in oleic acid has been found in the brains from patients with Alzheimer's disease and major depressive disorder compared to normal brain tissue 8, 9 . Oleic acid has been shown to reduce amyloidosis in in vitro and rodent models of Alzheimer's disease 10 and to alleviate the toxic effects of 7-ketocholesterol, a lipid peroxidation product that is increased in patients with neurodegenerative diseases 11, 12 . Under conditions of cerebral ischaemia, free fatty acids are rapidly released from brain membrane phospholipids by the activation of phospholipase and accumulate within a few minutes after onset 13 . Regarding the role of fatty acids in cerebral ischaemia, more attention has been given to omega-3 and -6 polyunsaturated fatty acids (PUFAs) and less to the other fatty acids. The omega-3 PUFAs, such as docosahexaenoic acid (C22:6), eicosapentaenoic acid (C20:5), and α-linolenic acid (C18:3), have been well established to reduce neuronal cell death following cerebral ischaemia 14, 15 , whereas the role omega-6 arachidonic acid plays in neuroprotection is rather controversial according to the literature 16, 17 . Another omega-6 PUFA, linoleic acid (C18:2), has been reported to be involved in ischaemic brain damage through its oxidised metabolites that regulate neurotransmission 18 .
However, despite the substantial accumulation of oleic acid in the ischaemic brain 19 , its role in the pathogenesis of cerebral ischaemia remains unknown.
Available evidence suggests that oleic acid may protect against ischaemic brain damage. We previously reported the neuroprotective effects of the flower buds of Buddleja officinalis in a focal cerebral ischaemia rat model 20 and identified oleic acid in the active fraction of B. officinalis extracts (data not published). An in vitro study demonstrated that oleic acid attenuates the microglial inflammatory responses that promote neuronal death after cerebral ischaemia 21, 22 . Oleic acid is an endogenous agonist of peroxisome proliferator-activated receptor gamma (PPAR-γ), a ligand-activated transcription factor belonging to the nuclear receptor superfamily 23 . In addition to its well-established role in regulating glucose and lipid metabolism, PPAR-γ has been suggested as a therapeutic target for neuroprotection in cerebral ischaemia 24 . It has been demonstrated that the administration of PPAR-γ agonists provides neuroprotection and improves neurological functions in animal models of cerebral ischaemia [25] [26] [27] [28] . Based on these findings, we hypothesised that oleic acid has neuroprotective effects in cerebral ischaemia and that these effects might be exerted via PPAR-γ activation.
In the present study, we tested these hypotheses by investigating the ability of systemic treatment with oleic acid to reduce neuronal injury after cerebral ischaemia. Cerebral ischaemia can be transient (followed by reperfusion) or permanent, and the lack of blood flow can affect a specific brain region or widespread areas. Since there is no single experimental model that mimics all of these clinical aspects, we examined the neuroprotective effects of oleic acid in three different rodent models relevant to each of these conditions, as follows: transient focal ischaemia (middle cerebral artery occlusion [MCAO] model), permanent focal ischaemia (photothrombosis model), and transient global cerebral ischaemia (four-vessel occlusion [4-VO] model). We further evaluated the behavioural outcomes and determined the therapeutic time window after transient focal cerebral ischaemia. To elucidate whether PPAR-γ activation was required for oleic acid-mediated protection in cerebral ischaemia, we examined the ability of the PPAR-γ antagonist GW9662 to reverse the neuroprotective effects of oleic acid.
Results
Effects of oleic acid on infarct volume and functional deficits after MCAO. Transient MCAO induced focal lesions in the frontal, parietal, and temporal cortices, and caudate putamen, which are limited to the MCA territory, after 24 h in Sprague-Dawley (SD) rats (Fig. 1a) . Compared to the control group, which had an infarct volume of 35.1 ± 2.9%, rats treated with oleic acid at doses of 10 and 30 mg/kg (intraperitoneally) had reduced infarct volumes of 27.1 ± 2.1% (not significant) and 18.3 ± 4.8% (p < 0.01), respectively (Fig. 1b) . The positive drug, edaravone (30 mg/kg, intraperitoneally), also significantly reduced the infarct volume to 24.1 ± 2.6% (p < 0.05). In the rotarod test, oleic acid prolonged the latency time from 25.4 ± 6.6 s (control group) to 64.3 ± 12.2 s (10 mg/kg-treated group, p < 0.05) and 54.9 ± 17.9 s (30 mg/kg-treated group) (Fig. 1c) . The oleic acid 10 mg/kg-treated (1.5 ± 0.1 points, p < 0.05) and 30 mg/kg-treated (1.4 ± 0.2 points, p < 0.05) groups had significantly better balance beam scores than did the control group (1.0 ± 0.1 points) (Fig. 1d) . The administration of edaravone (30 mg/kg, intraperitoneally) also significantly improved the rats' performances on the rotarod and balance beam tests.
Effects of oleic acid on infarct volume after photothrombosis. A focal thrombotic lesion was produced in the sensorimotor cortex of C57BL/6 mice 24 h after irradiation (Fig. 2a) . Compared to the control group, which had an infarct volume of 56.1 ± 1.7 mm 3 , the intraperitoneal administration of oleic acid at doses of 20, 60, and 200 mg/kg significantly reduced the infarct volumes to 35.3 ± 4.6 mm 3 (p < 0.05), 31.8 ± 2.7 mm 3 (p < 0.01), and 25.4 ± 5.0 mm 3 (p < 0.001), respectively (Fig. 2b) .
Effects of oleic acid on CA1 cell density after 4-VO. Ten minutes of 4-VO resulted in massive CA1
pyramidal cell degeneration in the hippocampus of Wistar rats after 7 days, whereas oleic acid prevented this death (Fig. 3a,b) . The CA1 neuronal density of the control group was significantly reduced to 106.4 ± 9.4 cells/mm 2 compared to 335.8 ± 10.0 cells/mm 2 in the sham-operated group (p < 0.001, Fig. 3a ). In contrast, the intraperitoneal administration of oleic acid at doses of 10 and 100 mg/kg significantly elevated the neuronal density to 249.9 ± 18.3 cells/mm 2 and 240.0 ± 20.5 cells/mm 2 , respectively, compared to that of the control group (both p < 0.001).
Therapeutic time window of oleic acid after MCAO. The administration of oleic acid (30 mg/kg, intraperitoneally) at 0, 2, and 3 h after MCAO significantly reduced the infarct volume to 14.7 ± 3.7% (p < 0.01), 15.3 ± 2.5% (p < 0.01), and 15.9 ± 2.8% (p < 0.001), respectively, compared to 32.4 ± 2.2% in the control group (Fig. 4a,b) . Concomitant with the reduction in infarct volume, significant improvement in the rats' functional outcomes was observed when oleic acid was administered up to 3 h after MCAO. When administered at 2 and 3 h after MCAO, oleic acid significantly extended the latency time on the rotarod to 71.0 ± 18.8 s (p < 0.05) and 75.6 ± 11.6 s (p < 0.01), respectively, compared to 22.5 ± 7.0 s in the control group (Fig. 4c) ; furthermore, oleic acid significantly elevated the balance beam scores to 1.6 ± 0.1 points (p < 0.01) and 1.7 ± 0.1 points (p < 0.001), respectively, compared to 1.1 ± 0.1 points in the control group (Fig. 4d) . Administering edaravone (30 mg/kg, intraperitoneally) up to 2 h after MCAO had significant beneficial effects on the infarct volume and related functional deficits.
Effects of pre-treatment with GW9662 on oleic acid-induced neuroprotection. Treatment with oleic acid (30 mg/kg, intraperitoneally) significantly reduced the infarct volume to 26.5 ± 1.9% compared to 36.0 ± 2.9% in the control group after MCAO (p < 0.05, Fig. 5a,b) . This reduction was significantly blocked by pre-treatment with the PPAR-γ antagonist GW9662 (4 mg/kg, intraperitoneally). Treatment with GW9662 alone did not significantly affect the infarct volume.
www.nature.com/scientificreports www.nature.com/scientificreports/ Effects of pre-treatment with GW9662 on oleic acid-induced inhibition of cyclooxygenase-2, inducible nitric oxide synthase, and tumour necrosis factor-alpha expression. We additionally examined whether oleic acid reduces the up-regulation of cyclooxygenase-2 (COX-2), inducible nitric oxide synthase (iNOS), and tumour necrosis factor-alpha (TNF-α) expression via a PPAR-γ-dependent mechanism. We found that the immunoreactivity of COX-2, iNOS, and TNF-α was elevated in the peri-infarct cortex of MCAO rats compared to sham-operated rats (Fig. 6 ). Treatment with oleic acid (30 mg/kg, intraperitoneally) markedly attenuated the immunoreactivity of COX-2, iNOS, and TNF-α compared to the vehicle-treated control group. Pre-treatment with the PPAR-γ antagonist GW9662 (4 mg/kg, intraperitoneally) reversed these inhibitory effects afforded by oleic acid.
Discussion
The present study, to our best knowledge, is the first to show that systemic treatment with oleic acid exerted protective effects against ischaemic brain injury in both transient and permanent models of focal cerebral ischaemia, as well as in a model of transient global ischaemia. In the time window study, oleic acid was highly efficacious when administered as late as 3 h after transient focal cerebral ischaemia. Importantly, pre-treatment with www.nature.com/scientificreports www.nature.com/scientificreports/ GW9662, the PPAR-γ antagonist, reversed the beneficial effects of oleic acid, indicating a PPAR-γ-dependent mechanism.
All three models used in this study are well-established animal models of cerebral ischaemia and are widely used to study pharmacological neuroprotection 29 . Focal cerebral ischaemia is a condition similar to ischaemic stroke in humans. The MCAO model is the most commonly used because the majority (~70%) of human infarcts are caused by blockage of the MCA and its branches 30 . Since the presence or absence of reperfusion after an ischaemic event is one of the major variables affecting stroke outcome 31 , we adopted the MCAO model with reperfusion and additionally utilised a photothrombosis model that lacks reperfusion. The advantage of the photothrombosis model is that the vessel is occluded by platelet aggregation and local thrombi formation, which is structurally similar to the artery occlusion observed in human stroke 32 . In contrast to focal ischaemia, the 4-VO model of global ischaemia resembles the brain injury that occurs after cardiac arrest in humans 33 . The ability of oleic acid to significantly reduce neuronal damage in all three of these models indicates that oleic acid confers significant protection against ischaemic brain injury and may have robust clinical utility.
Here, oleic acid significantly reduced the MCAO-induced infarct volume, with the infarct area mainly restricted to the lateral caudoputamen and frontoparietal somatosensory cortex, known as the ischaemic core of this model 34 . After the onset of focal cerebral ischaemia, the ischaemic core rapidly proceeds to an unsalvageable infarct within minutes because of the severe decrease in cerebral blood flow followed by energy depletion, www.nature.com/scientificreports www.nature.com/scientificreports/ glutamate excitotoxicity, calcium overload, and consequent cell death. The tissue surrounding the ischaemic core, where the levels of cerebral blood flow are transiently above the threshold for maintaining morphological integrity (called the ischaemic penumbra), can potentially recover, and therefore is the target for neuroprotective therapy 35 . Our results indicate that oleic acid prevented ischaemic cell death in the penumbral region. Furthermore, the reduction in infarct size was accompanied by prolonged rotarod latencies and elevated balance beam scores. These two behavioural tests are both commonly used to assess motor coordination and balance alterations following MCAO in rats 36, 37 . Our results suggest that oleic acid confers neuroprotection and improves sensorimotor function after transient focal ischaemia.
The photoactivation of rose bengal produces highly reactive oxygen radicals that mediate endothelial damage, followed by platelet aggregation, local clot formation, and finally occlusion of the microvasculature in a targeted region of the cortex 32 . This model induces an acute cortical infarct, which extends through the underlying cortex and subcortical white matter 38 . In the present study, the progression of neuronal injury from the infarct core to the adjacent tissue was prevented by oleic acid treatment, suggesting that oleic acid has neuroprotective effects after permanent focal cerebral ischaemia. www.nature.com/scientificreports www.nature.com/scientificreports/ The present study revealed that oleic acid also significantly prevented CA1 neuronal death at 7 days after 4-VO. Transient global brain ischaemia selectively affects neurons in specific vulnerable regions of the brain, typically the hippocampal CA1 area 39 . After 5-10 min of global ischaemia, the degeneration of CA1 neurons starts on day 2-3 and spreads throughout the CA1 region by day 7 40 . The proposed mechanisms for this selective and delayed neuronal death include excitotoxicity, suppression of protein synthesis, endoplasmic reticulum stress, oxidative stress, and apoptosis 39, 41 . Our findings indicate that oleic acid has protective effects against delayed neuronal death after global cerebral ischaemia.
Determination of the therapeutic time window for a given therapy is essential for its successful translation to clinical stroke. In our time window study, treatment with oleic acid at 3 h after MCAO, but not at 6 h, resulted in significant decrease of infarct volume and improved functional outcome. Considering that treatment with oleic acid at 0 and 3 h afforded similar neuroprotective effects (54.6% and 50.9%, respectively), the therapeutic window for oleic acid is estimated to be greater than 3 h and less than 6 h in our model of cerebral ischaemia. It is noteworthy that oleic acid had a wider therapeutic time window than edaravone, a neuroprotective drug for ischaemic stroke approved for use within 24 h of onset 42 . These findings indicate that oleic acid might provide a clinically feasible therapeutic window of opportunity for stroke intervention.
Several neuroprotective drugs are currently marketed for the treatment of ischaemic stroke 43 . Among these drugs, edaravone is widely used and its efficacy has been well-documented in humans and animals 44, 45 , and as such, we utilised edaravone as the positive control in this study. Herein, oleic acid was found to be effective in all three models of cerebral ischaemia. In contrast, although the neuroprotection of edaravone has been confirmed www.nature.com/scientificreports www.nature.com/scientificreports/ in animal models of transient global and focal ischaemia, its effects on permanent focal cerebral ischaemia are controversial 46 . This is probably because edaravone is a free radical scavenger, and reperfusion causes a massive production of reactive oxygen species. Furthermore, as mentioned above, oleic acid had a broader therapeutic time window than edaravone. It is important for acute stroke therapies to have a wide therapeutic time window so that more patients can benefit from treatment. Our results suggest that oleic acid may provide more opportunities for stroke intervention.
Oleic acid is a natural ligand and activator for PPAR-γ. As an endogenous protective factor against ischaemic brain injury, PPAR-γ has been suggested as a pharmacological target for neuroprotection in cerebral ischaemia 24 .
Research has shown that PPAR-γ expression rapidly increases in neurons and microglia during the first 24 h after cerebral ischaemia in rats, especially in the peri-infarct areas 47, 48 , while the DNA binding of PPAR-γ and consequent target gene transcription decreases 48 . Importantly, the administration of PPAR-γ agonists has been shown to restore PPAR-γ-DNA binding activity and reduce infarct volume after cerebral ischaemia [25] [26] [27] [28] 48, 49 . Various fatty acids, including oleic acid, are well-known natural ligands for PPAR-γ. PPAR-γ shows a more restricted binding profile to mono-and polyunsaturated fatty acids than saturated fatty acids 23 . Oleic acid, a monounsaturated fatty acid, has a higher PPAR-γ binding affinity than other monosaturated fatty acids, such as palmitoleic acid (C16:1) and erucic acid (C22:1), and exhibits a binding potency to PPAR-γ that is similar to that of PUFAs, which are known as strong PPAR-γ activators, along with synthetic ligands 23 . In the present study, oleic acid-induced reduction in infarct volume after MCAO was significantly abolished by the irreversible PPAR-γ antagonist GW9662, suggesting that oleic acid exerts neuroprotection against focal cerebral ischaemia through PPAR-γ activation.
Oleic acid is found in high concentration in brain membrane phospholipids, esterified at the sn-1 and -2 positions of glycerol backbone. Cerebral ischaemia induces the release of oleic acid mainly by phospholipase A 2 , leading to significant increases in free oleic acid levels in ischaemic brain regions 19, 50, 51 . Thus, this endogenous oleic acid might activate intracerebral PPAR-γ after cerebral ischaemia. In addition, other endogenous fatty acids released from brain membrane phospholipids after ischaemia, such as linoleic and docosahexaenoic acid, may also be agonists for PPAR-γ 19, 23 . However, the infarct volume was not altered by GW9662 treatment alone in this study. GW9662 blocks ligand binding to PPAR-γ via cysteine modification in the ligand binding region of the PPAR-γ molecule but not interferes with either DNA binding or interactions with other transcription factors 52 . Hence, it does not inhibit basal PPAR-γ activity, only the ligand-mediated activation of PPAR-γ. Although one recent report demonstrated that post-ischaemic treatment with GW9662 reduced brain damage in ischaemic rats 53 , most evidence supports that pre-treatment with GW9662 alone has no significant effects on the infarct volumes or neurologic deficits in rat MCAO models 28, 54 , which is consistent with the present results. Our findings suggest that endogenous PPAR-γ activity is insufficient to provide significant neuroprotection without increase by exogenous treatment.
Herein, oleic acid reduced the up-regulation of COX-2, iNOS, and TNF-α protein expression in the ischaemic brain at 24 h after MCAO. Numerous studies have confirmed the detrimental role of inflammation in neuronal damage after cerebral ischaemia 55 . Cerebral ischaemia induces the up-regulation of mRNA and protein www.nature.com/scientificreports www.nature.com/scientificreports/ expression of COX-2, iNOS, and TNF-α after 12-24 h in rats [56] [57] [58] [59] . Prior research has shown that COX-2 contributes to brain damage by producing toxic prostanoids and reactive oxygen species, while iNOS generates nitric oxide in large amounts resulting in DNA damage and oxidative stress 60 . Further, TNF-α disrupts the blood-brain barrier (BBB) and consequently facilitates the influx of peripheral inflammatory cells into the injured brain 61 . These reactions exacerbate the local inflammatory responses following cerebral ischaemia. PPAR-γ agonists are known to down-regulate the expression of a variety of inflammatory genes 62 and inhibit the post-ischaemic expression of key inflammatory genes, including COX-2, iNOS, and TNF-α, in the brain 25, 47 . This is attributed, at least in part, to the ability of PPAR-γ to antagonise the activities of nuclear factor-κB (NF-κB), activator protein-1 (AP-1), and signal transducer and activator of transcription-1 (STAT1), transcription factors which play major roles in modulating the expression of inflammatory genes after cerebral ischaemia 62, 63 . PPAR-γ can directly bind transcription factors, preventing them from DNA binding, or PPAR-γ can transrepress the activity of other transcription factors by binding coactivators 62 . In addition, PPAR-γ agonists have been reported to inhibit inflammatory gene expression via PPAR-γ-independent mechanisms 64, 65 . In this study, the attenuation of COX-2, iNOS, and TNF-α expressions and the reduction of the infarct volume by oleic acid were abolished by the PPAR-γ antagonist GW9662, clearly indicating a PPAR-γ-dependent mechanism. In view of these findings, our results suggest that the neuroprotective effects of oleic acid might be attributable to interruption of the inflammatory response owing to the inhibition of COX-2, iNOS, and TNF-α expressions, as mediated by PPAR-γ activation.
Oleic acid is postulated to cross the BBB in its free form either by passive flip-flop diffusion or by protein-mediated facilitated uptake 66 . Transport proteins previously reported to be involved in the transport of oleic acid across the BBB include fatty acid transport protein-1 (FATP1), fatty acid translocase (FAT)/CD36, and fatty acid binding protein 5 (FABP5) 67, 68 . In addition, since the BBB is disrupted in acute ischaemic stroke 69 , it might not be a significant obstacle to the entrance of oleic acid into the brain. Once it crosses the plasma membrane of neural and glial cells, free oleic acid might activate PPAR-γ and reduce the expression of post-ischaemic inflammatory mediators including COX-2, iNOS, and TNF-α in the brain.
Oleic acid is known to improve endothelial dysfunction via various pathways including the activation of PPARs 70 . It has also been reported that oleic acid inhibits endothelial activation by reducing oxidative stress, adhesion molecule expression, and monocyte adhesion in endothelial cells 71, 72 , all of which could be beneficial for neuroprotection after cerebral ischaemia 73 . Based on these previous findings, it is presumed that the neuroprotective effects of oleic acid against cerebral ischaemia might be indirectly attributable to its beneficial effects on endothelial dysfunction.
The PPAR-γ agonists that have been or are currently being investigated in stroke clinical trials include antidiabetic thiazolidinediones, such as pioglitazone and rosiglitazone. In terms of safety, oleic acid is a better candidate than these drugs. Large population-based studies show that thiazolidinediones is associated with an increased risk of stroke, in addition to well-known side effects including oedema, congestive heart failure, myocardial infarction, bladder cancer, and fractures 74, 75 . In contrast, oleic acid has been widely consumed, as a major component of vegetable oils and animal fats, on a daily basis and has not been reported to cause significant adverse effects. Furthermore, a previous cohort study demonstrated that a higher plasma level of oleic acid was associated with a lower stroke incidence 76 . Oleic acid is a large constituent (up to 80%) of olive oil 77 . Olive oil is known to provide neuroprotection against various neurological disorders 78, 79 . In an experimental model of stroke, olive oil reduced the infarct volume and neurological deficits when administered after ischaemia 80 . The major contributors to this neuroprotection have generally been considered to be olive oil phenols including oleuropein, hydroxytyrosol, and tyrosol 78, 79 . Our findings provide new evidence that oleic acid may also contribute to the olive oil-mediated neuroprotection, along with the phenolic components.
One of the limitations of this study is that the origin of brain oleic acid after ischaemia is unclear. As mentioned earlier, oleic acid is released from brain membrane phospholipids primarily by phospholipase A 2 during ischaemia 19, 50, 51 . It can also be endogenously produced from triglycerides by lipolysis, released into the circulatory system, and delivered to the brain bound to albumin 81 . Another limitation is that oleic acid level in the plasma or brain were not measured before and after the treatment, and thus the level of exogenously administered free oleic acid does not clearly indicate the levels of total oleic acid. In addition, we did not trace the incorporation of administered oleic acid in brain phospho-/neutral lipids. It has been reported that phospholipids also serve as PPAR-γ ligands, although their binding affinity is relatively low 82 . Thus, it is not clear whether oleic acid either as a free fatty acid or as a constituent of lipids (or as both) interacts with PPAR-γ. Further studies such as lipid tracer studies are needed to reveal the origin and fate of oleic acid in the ischaemic brain.
In summary, our findings support that oleic acid exerts neuroprotective effects in transient and permanent focal cerebral ischaemia, as well as protective effects against global cerebral ischaemia-induced delayed neuronal death. In addition, oleic acid improves sensorimotor function with a clinically feasible therapeutic window after transient focal cerebral ischaemia. As such, it may be of therapeutic value for the treatment of ischaemic brain injuries, such as ischaemic stroke. The oleic acid-mediated neuroprotection we observed might be attributable to its anti-inflammatory actions, as regulated by PPAR-γ activation.
Materials and Methods
Animals. Male SD rats (300 ± 10 g), male C57BL/6 mice (25 ± 1 g), and male Wistar rats (180 ± 10 g) were purchased from Samtako Inc. (Osan, Korea). Animals were housed in a facility with constant humidity (60 ± 10%), temperature (23 ± 1 °C), and a 12-h light/dark cycle (lights on at 7 am). Food and water were available ad libitum throughout the study. Animals were acclimatised to laboratory conditions for at least 1 week before undergoing surgery. Analgesics, such as opioids and nonsteroidal anti-inflammatory drugs, were not administered during the postoperative phase because they may interfere with the assessment of the neuroprotective therapies 83 . All experimental procedures were performed according to the Principles of Laboratory Animal Care (National Institutes MCAO model. Transient focal cerebral ischaemia was induced in male SD rats by MCAO using the method of Zea-Longa et al. 84 . We employed SD rats because they are the most widely used strain in transient MCAO experiments 85 . Briefly, rats were anesthetised with isoflurane (induction with 5% isoflurane and maintenance with 2% isoflurane) in N 2 O/O 2 (7:3). The bifurcation of the left common carotid artery was exposed through a midline incision in the neck. A silicon rubber-coated monofilament (360 ± 5 μm in diameter) was inserted into the external carotid artery and advanced to18-20 mm from the carotid bifurcation to occlude the MCA origin. After 90 min, the monofilament was withdrawn to allow reperfusion. Rectal temperature was maintained at 37 ± 0.5 °C using a heating lamp and a homoeothermic blanket system (Harvard Apparatus, USA) throughout the surgery. Occlusion of the MCA was confirmed by the presence of characteristic behavioural deficits, such as paralysed forelimb flexion, torso twist, and spontaneous circling after reperfusion 86, 87 . Rats that did not meet these criteria were excluded from the experiment.
Photothrombosis model. Permanent focal cerebral ischaemia was induced in male C57BL/6 mice by photothrombosis of the cortical microvessels as described previously 88 with slight modifications. C57BL/6 mice were selected because this strain is widely used in rose bengal-induced cold-light photothrombotic occlusion experiments 88, 89 . Briefly, mice were anesthetised by injecting chloral hydrate (450 mg/kg). Rose bengal solution (100 μL, 10 mg/mL in sterile saline; Sigma, USA) was administered intraperitoneally 5 min before illumination. Mice were positioned in a stereotaxic frame and the skull was exposed via a midline scalp incision. Following this, a fibre-optic bundle of a cold white light source with a 4-mm aperture (CL 6000 LED; Carl Zeiss, Germany) was placed 2 mm lateral from bregma. The brain was then illuminated for 15 min through the intact exposed skull. Thereafter, the skin was sutured, and mice were allowed to recover. Rectal temperature was kept at 37 ± 0.5 °C using a heating pad during the surgery. 4-VO model. Transient global cerebral ischaemia was induced in male Wistar rats using the 4-VO model described by Pulsinelli and Brierly 90 . Wistar rats were chosen, as this strain is known to have a higher rate of successful global ischaemia than the other strains 33 . Briefly, rats were anesthetised with isoflurane as described above, and the vertebral arteries were electrocauterised. The left and right common carotid arteries were carefully isolated using loops of thread. On the following day, both common carotid arteries were occluded with aneurysm clips for 10 min to induce global cerebral ischaemia and then the aneurysm clips were removed for reperfusion. Criteria for successful 4-VO included the loss of the righting reflex, bilateral pupil dilation, and unresponsiveness to tail pinch throughout the ischaemic period. To minimise variability, rats with 20 ± 5 min of post-ischaemic coma were included in the experiment 91 . Rats that developed seizure activity during or after ischaemia were excluded from the experiment. Rectal temperature was controlled at 37 ± 0.5 °C until 6 h after ischaemia.
Experimental design and sample treatment.
In all experiments, oleic acid (Sigma, USA) and edaravone (Mitsubishi Pharma Co., Japan) were dissolved in 5% Tween ® 20 (Sigma, USA) in sterile saline and administered intraperitoneally. First, we examined the efficacy of oleic acid administration in each model of ischaemic stroke. In the MCAO model, rats were treated with vehicle (control), 10 mg/kg of oleic acid, 30 mg/kg of oleic acid, or 30 mg/ kg of edaravone at 0 and 90 min after MCAO. In the preliminary experiments, we also tested a dose of 100 mg/kg, and the neuroprotective effects at that dose were similar to those observed with the 30 mg/kg dosing protocol (see Fig. S1 ). Thus, the doses in the following experiments were set at 10 and 30 mg/kg. Rotarod and balance beam tests were conducted at 20 and 22 h after ischaemia, respectively, and then infarct volume was measured by 2,3,5-triphenyltetrazolium chloride (TTC; Sigma, USA) staining after 24 h of ischaemia. In the photothrombosis model, mice were administered twice the dose used in the MCAO rat model, i.e. 20, 60, and 200 mg/kg. This is because, when the surface area to weight ratio of the two species is considered, the mouse dose is equivalent to about twice the rat dose 92 . Oleic acid was administered in a single intraperitoneal dose following illumination, and infarct volume was measured by TTC staining at 24 h after ischaemia. In the 4-VO model, doses of 1, 10, and 100 mg/kg were selected to evaluate dose-response effects at lower doses than those used in the MCAO model. Through years of experiments, our group has found that, if a substance exerts neuroprotective effects in both the 4-VO and MCAO models, its effective doses are usually lower in the 4-VO model than in the MCAO model. For instance, in the case of Scutellaria baicalensis extract, the effective dose in the MCAO model was 100 mg/kg, whereas it showed neuroprotective effects at a dose as low as 0.1 mg/kg in the 4-VO model 93, 94 . Oleic acid was administered immediately after reperfusion and sham-operated rats were administered vehicle with the same regimen. The neuronal density in the CA1 region of hippocampus was measured using cresyl violet staining at 7 days after ischaemia.
To determine the therapeutic time window, oleic acid or edaravone was administered in a single dose of 30 mg/kg at 0, 2, 3, or 6 h after MCAO. Rotarod and balance beam tests were conducted at 20 and 22 h after ischaemia, respectively, and then infarct volume was measured by TTC staining at 24 h after ischaemia.
We next investigated the relevance of PPAR-γ activation to the neuroprotective effects of oleic acid in the MCAO model. Rats were randomly assigned to the following four groups: control, oleic acid, GW9661, and oleic acid +GW9661. Oleic acid (30 mg/kg) was dissolved in 5% Tween ® 20 in sterile saline and administered intraperitoneally at 0 and 90 min after MCAO. GW9662 (4 mg/kg) was dissolved in 5% dimethylsulfoxide in sterile saline and administered intraperitoneally at 1 h before MCAO. The control group received vehicle in place of both oleic acid and GW9662, the oleic acid group received oleic acid (30 mg/kg) and vehicle instead of GW9662, the GW9661 group received vehicle rather than oleic acid and GW9662 (4 mg/kg), and the oleic acid +GW9661 group received oleic acid (30 mg/kg) and GW9662 (4 mg/kg). Infarct volume was measured at 24 h after ischaemia. (2019) 9:10732 | https://doi.org/10.1038/s41598-019-47057-z www.nature.com/scientificreports www.nature.com/scientificreports/ We additionally examined whether oleic acid attenuates COX-2, iNOS, and TNF-α expression through PPAR-γ activation in the MCAO model using immunohistochemistry. Rats were randomly assigned to the following four groups: sham, vehicle control, oleic acid, and oleic acid +GW9661. Oleic acid and GW9662 were administered as described above. Rats were sacrificed at 24 h after ischaemia, and brains were collected for immunohistochemical analyses.
Measurement of infarct volume. Brains were rapidly removed, frozen, and cut into 2-mm coronal sections. Slices were then immersed in a saline solution containing 2% TTC (Sigma, USA) at 37 °C for 30 min. Slices were photographed using a digital camera and quantified using Image Pro Plus 5.1 software (Media Cybernetics, USA). The infarct volume is calculated by multiplying the lesion area by the section thickness. In the MCAO model, the infarct volume is expressed as a percent of the contralesional hemisphere volume to correct for brain oedema.
Cresyl violet staining and measurement of neuronal density. Rats were anesthetised and perfused transcardially with heparinised 0.5% sodium nitrite saline followed by 4% paraformaldehyde. Brains were removed, fixed, and cut into 30-μm coronal sections on a sliding microtome (Microm HM 440E; Microm International, Germany). Sections were stained with cresyl violet and neuronal density of the hippocampal CA1 region was measured as per the method described in our previous study 91 . Briefly, viable cells in 6 frames (1.0 mm × 1.0 mm) of the left and right CA1 areas of 3 sections, which were located approximately 3.3, 3.5, and 3.7 mm caudal to bregma, were measured at a magnification of ×400 for each rat. The neuronal densities are expressed as the mean number of viable neurons per frame.
Rotarod test. Rats were placed onto an accelerating rotarod (from 0 to 25 rpm; Ugo Basile, Milan, Italy) and tested for 2 min. For each rat, latency times were recorded in 5 separate trials. The highest and lowest values were excluded and the mean of the remaining 3 trial results was used for the analysis.
Balance beam test. Balance beam testing was conducted as per a previous method with slight modifications37. Briefly, rats were positioned on the centre of a square beam (2.5 cm × 122 cm × 42 cm). Their performance on the beam was rated on a scale from 0 to 6 points, as follows: 0 = rats were not able to stay; 1 = rats were able to stay, but did not move; 2 = rats attempted to cross the beam, but fell; 3 = rats crossed the beam with greater than 50% foot slips of the injured hindlimb; 4 = rats crossed the beam with greater than one foot slip, but less than 50%; 5 = rats crossed the beam with only one foot slip; and 6 = rats crossed the beam without any foot slips.
Immunohistochemistry. Rats were anesthetised and perfused transcardially with heparinised 0.5% sodium nitrite saline followed by 4% paraformaldehyde. Brains were quickly removed, fixed, and cut into 40-μm coronal sections using a cryostat (Leica, Germany). Free-floating sections were reacted with rabbit polyclonal antibodies against COX-2 (1:100; Abcam, UK), iNOS (1:100; Abcam), or TNF-α (1:100; Abcam) overnight at room temperature. Subsequently, the sections were reacted with biotinylated rabbit antibody (1:200; Sigma, USA), and incubated with avidin-biotin complex reagent (Vector Laboratories, USA) for 1 h. The sections were visualised with 0.05% 3,3-diaminobenzidine solution (Sigma, USA) containing hydrogen peroxide.
Statistical analysis. All data are presented as the mean ± the standard error of the mean. Differences among the groups were evaluated by one-way analyses of variance followed by Dunnett's tests using GraphPad Prism 5 (GraphPad Software Inc., USA). Statistical significance was set at p < 0.05.
Data Availability
The data that support the findings of this study are available from the corresponding author on reasonable request.
